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This study compares the efficiency of lactic acid production by separate hydrolysis 
and fermentation (SHF) or simultaneous saccharification and fermentation (SSF) of sugar 
beet pulp, a byproduct of industrial sugar production. In experiments, sugar beet pulp 
was hydrolyzed using five commercial enzymes. A series of shake flask fermentations were 
conducted using five selected strains of lactic acid bacteria (LAB). The differences in the 
activities of the enzymes for degrading the principal sugar beet pulp components were 
reflected in the different yields of total reducing sugars. The highest yields after hydrolysis 
and the lowest quantities of insoluble residues were obtained using a mixture (1:1) of 
Viscozyme® and Ultraflo® Max. In the SHF process, only a portion of the soluble sugars 
released by the enzymes from the sugar beet pulp was assimilated by the LAB strains. In 
SSF, low enzyme loads led to reduction in the efficiency of sugar accumulation. The risk 
of carbon catabolic repression was reduced. Our results suggest that SSF has advantages 
over SHF, including lower processing costs and higher productivity. Lactic acid yield in SSF 
mode (approx. 30 g/L) was 80–90 % higher than that in SHF.
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INTRODUCTION
Organic waste, primarily lignocellulosic materials, is being generated in ever larger 
quantities, particularly by the food industry (1). To address environmental concerns over 
organic waste disposal, it is necessary to find cost-effective uses for these byproducts. 
One such byproduct, which is produced in large amounts, is sugar beet pulp. Sugar beet 
pulp remains after sucrose extraction from sliced beet roots. It is a valuable renewable 
source of polysaccharides and its bioconversion has great biotechnological potential (2-4). 
Lignocellulosic biomass has been increasingly used as a substrate in biotechnological pro-
cesses, mainly for the production of biofuels and organic acids. The principal components 
of lignocellulosic materials are cellulose, hemicellulose and lignin (1). 
Sugar beet pulp has until now been used mainly as an animal feed (5). However, it is 
increasingly converted into bioproducts such as yeast biomass (6) or biogas (2). This study, 
conducted at Lodz University of Technology, Poland, shows for the first time that sugar beet 
pulp is also a promising feedstock for lactic acid biosynthesis (7,8). 
Biomass pretreatment is a crucial step in its hydrolysis, as it breaks down the crystalline 
structure of cellulose and decomposes lignin (9,10). The low lignin content of sugar beet 
pulp (approx. 2 %) means that cost-intensive treatments are not required to depolymerize 
the polysaccharide fractions. An increasingly popular method of biomass saccharification 
is enzymatic hydrolysis, either separated from (SHF) or coupled with (SSF) fermentation (10-
13). In SHF processes, biomass hydrolysis and hydrolysate fermentation are two separate 
steps, which may be carried out in different vessels under conditions that are optimized 
separately (11). The disadvantage of this system is the inhibition of hydrolytic enzymes by 
reaction products (glucose, cellobiose or xylose), which reduces the yield of fermentable 
sugars from polysaccharides. Glucose and cellobiose inhibit the activities of the cellulases 
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(10-15). On the other hand, SSF is carried out in a single reac-
tor, containing lignocellulosic substrates, hydrolytic enzymes 
and microorganisms. Fermentable sugars released by the en-
zymes from the substrates are rapidly consumed by the mi-
croorganisms conducting fermentation (14,16). Because of 
the utilization of sugars by the microorganisms, concentra-
tions of glucose and other fermentable sugars are maintained 
at relatively low levels that do not cause enzyme inhibition 
(14). Simultaneous saccharification and fermentation is an at-
tractive method, due to the lower initial investment required 
and shorter process time than for SHF (12). The most impor-
tant consideration is the enzyme load. In this study, we there-
fore report on the optimization of enzyme dosing for effec-
tive saccharification and lactic acid fermentation of sugar beet 
pulp. The main aim of this study is to compare two modes of 
fermenting lactic acid from sugar beet pulp: separate hydroly-




Lactic acid fermentation was conducted using three col-
lection strains from the Polish Collection of Microorganisms 
(IITD PAN, Wrocław, Poland): Lactococcus lactis PCM 2379, Lac-
tobacillus acidophilus PCM 2510 and Lactobacillus delbrueckii 
PCM 490, as well as two environmental isolates: Lactobacillus 
plantarum R and Lactobacillus plantarum HII.
Enzyme preparations
Sugar beet pulp hydrolysates were obtained using five 
commercial enzyme preparations: NS-22086, NS-22119, Vis-
cozyme® and Ultraflo® Max (all from Novozymes, Bagsvžrd, 
Denmark) and Cellulosoft Ultra L (Novo Nordisk, Bagsvžrd, 
Denmark). Degradation of cellulose, pectin, xylan and sucrose 
by enzymes contained in the preparations was assayed at 50 
°C and pH=5.0 using 0.4 % carboxymethylcellulose (CMC) 
(Merck, Kenilworth, NJ, USA), 0.5 % citrus pectin (Merck), 0.5 
% birch xylan (Merck) and 1 % sucrose (Avantor Performance 
Materials Poland, Gliwice, Poland). Reducing sugars released 
from these substrates were quantified within 5 min using the 
alkaline 3’,5’-dinitrosalicylic acid (DNS; Merck) reagent (17). 
Activity was expressed in international activity units (μmol of 
reducing sugars released in 1 min per 1 mL of enzyme prepa-
ration).
LAB enzyme profiles
Prior to testing, the bacterial biomass was suspended in 
2 mL of distilled water, producing a very dense suspension 
(6 °McF, i.e. approx. 18·108 CFU/mL). Two drops of the bacterial 
suspensions were added to each of 20 cupules in an API ZYM 
strip (bioMérieux, Marcy-l'Étoile, France). The strip was placed 
in a chamber pre-moistened with 5 mL of distilled water. The 
chamber was incubated at 37 °C for 4 h. After incubation, one 
drop of each of the API reagents A and B was added to each 
of the cupules. The resulting colours were recorded as inten-
sities which were read to give a semiquantitative notation (0 
to 5) using a colour code supplied by the manufacturer. Each 
strain was tested at least twice to ensure the reproducibility 
of the results.
Preparation of inoculum
Enzymatic sugar beet pulp hydrolysates (from a sugar fac-
tory in Dobrzelin, Poland) were supplemented with (in g/L): 
yeast extract 4.0, beef extract 8.0 and peptone K 10.0 (all from 
BTL sp. z o.o., Łódź, Poland), ammonium citrate 2.0, dipotas-
sium phosphate 2.0, sodium acetate 5.0, magnesium sulfate 
0.2 and manganese sulfate 0.05 (all from Avantor Performance 
Materials Poland, Gliwice, Poland), sterilized for 15 min at 120 
°C and used for the propagation of LAB strains. The LAB strains 
were grown in glass test tubes at 37 °C for 48 h. At least three 
cultivation passages were conducted prior to each SHF and 
SSF process.
Enzymatic hydrolysis of sugar beet pulp
Fresh sugar beet pulp was frozen and stored at -25 °C. 
Prior to enzymatic hydrolysis, the samples were thawed and 
suspended in plain warm water (50 °C) to achieve a mass per 
volume ratio on dry mass basis of approx. 10 %. Enzymat-
ic sugar beet pulp hydrolysates were obtained in triplicate 
using each, and some mixtures, of the commercial enzyme 
preparations listed above. Sugar beet pulp saccharification 
was initiated by the addition of a suitable dose of enzyme 
preparation, and continued at 50 °C with agitation for up to 
24 h. Samples of the hydrolysates were withdrawn at fixed 
time intervals and the mass fractions of reducing sugars was 
analyzed to monitor the progress of saccharification. At the 
end of hydrolysis, the enzymes were inactivated by heating 
at 80 °C for 10 min. The insoluble residues from hydrolysis 
were separated by filtration (filter paper MN 614 ¼, d=320 
mm; Macherey-Nagel, Düren, Germany) and their dry mass 
was determined after drying at 105 °C to constant mass in 
analytical dryer (POL-EKO-Aparatura, Wodzisław Śląski, Po-
land).
Fermentation of sugar beet pulp hydrolysate
Fermentation was carried out in triplicate, in 100-mL Er-
lenmeyer flasks containing 50 mL of the liquid fraction of the 
sugar beet pulp enzymatic hydrolysates (after filtration) sup-
plemented with (in g/L): yeast extract 4.0, beef extract 8.0 and 
peptone K 10.0 (all from BTL sp. z o.o), ammonium citrate 2.0, 
dipotassium phosphate 2.0, sodium acetate 5.0, magnesium 
sulphate 0.2 and manganese sulfate 0.05 (all from Avantor Per-
formance Materials Poland). Sterile calcium carbonate (CaCO
3
; 
Avantor Performance Materials Poland) suspension was added 
to stabilize the pH. The sterilized medium was inoculated with 
LAB monocultures and incubated at 37 °C for 48 h. 
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Simultaneous saccharification and fermentation
SSF processes were carried out in triplicate, in 100-mL Er-
lenmeyer flasks containing 5.7 g of sugar beet pulp dry mass 
(from the sugar factory in Dobrzelin, Poland), in the form of 
wet pulp containing approx. 80 % moisture, 25 g of supple-
ment solution and 1 g of CaCO
3
. The samples were replenished 
with water to achieve a final water content of 50 mL per each 
sample. The supplement solution consisting of (in g/L): yeast 
extract 4.0, beef extract 8.0 and peptone K 10.0 (all from BTL 
sp. z o.o), ammonium citrate 2.0, dipotassium phosphate 2.0, 
sodium acetate 5.0, magnesium sulfate 0.2 and manganese 
sulfate 0.05 (all from Avantor Performance Materials Poland) 
was added. The medium was sterilized for 15 min at 120 °C. The 
process was initiated by the addition of five different doses of 
two commercial multi-enzyme preparations, Ultraflo Max and 
Viscozyme from Novozymes (Novozymes). Pre-hydrolysis was 
conducted at 37 °C for 10 h. Then, the medium was inoculated 
with LAB monocultures and incubated for 48 h at 37 °C. Further 
incubation at 80 °C was conducted for 15 min to deactivate the 
enzymes and microbial cells, and to improve the solubility of 
the calcium lactate (7). To evaluate the efficiency of hydrolysis, 
the mass of the obtained hydrolysate was measured after sep-
aration of the solid fraction for 10 min at 3000×g (centrifuge 
model 5805 R; Eppendorf AG, Hamburg, Germany).
Analysis of hydrolysates and culture media 
The concentration of lactate ions was measured spectro-
photometrically using a d-/l-Lactic Acid (K-DLATE) Assay Kit 
(Megazyme, Bray, Ireland). To improve the solubility of the 
calcium lactate, the samples were heated at 80 °C for 15 min.
The monosaccharide profile of the sugar beet pulp hy-
drolysates was analyzed using UV-spectrophotometer (Ther-
mo Scientific Multiskan GO; Thermo Fisher Scientific, Munich, 
Germany) and Megazyme Kits: d-xylose assay kit (K-XYLOSE) 
for xylose, d-glucuronic acid and d-galacturonic acid assay kit 
(K-URONIC) for galacturonic acid determination, raffinose/d-ga-
lactose assay kit (K-RAFGA) for raffinose, d-mannose, d-fructose 
and d-glucose assay kit (K-MANGL) for glucose, mannose and 
fructose, l-arabinose and d-galactose assay kit (K-ARGA) for ara-
binose and l-rhamnose assay kit (K-RHAMNOSE) for rhamnose. 
The assays were conducted according to the manufacturer’s 
instructions.
Statistical analysis 
Both the biological experiments and analytical tests were 
conducted in triplicate. The results were analyzed statistical-
ly to find the standard deviation in Origin v. 8.5.1 (OrginLab 
Corporation, Northampton, MA, USA) (18), which is indicated 
in the graphs as error bars.
RESULTS AND DISCUSSION
The aim of biomass enzymatic degradation is to break 
down polymeric substances into easily fermentable sugars 
(19). Sugar beet pulp has been shown to provide good yields 
of carbohydrates during hydrolysis. However, high levels of 
enzymes or chemicals are usually required for its depolym-
erization (20). Therefore, we decided to compare the enzyme 
doses required in SHF with those needed for SSF.
Selection of enzyme preparation
Many researchers have reported the use of commercial 
enzyme preparations (Multieffect XL, Celluclast, Novozym 
342, Novozymes 188, SP 584, Cellulase, Novozym 431, Vis-
cozyme L, Pectinex Ultra SPL, Celustar XL and Cellulyve Tr 
300G+AN 6000) for the saccharification of sugar beet pulp 
(21-25).
In our study, the enzymes were evaluated based on a 
comparison of the effects of five commercial preparations. 
All of the preparations showed enzyme activity for depolym-
erization of the principal sugar beet pulp components, such 
as cellulose, hemicelluloses and pectin (Table 1). Viscozyme 
and NS-22119 showed the highest pectinolytic enzyme activ-
ity, approx. 400 and 350 U/mL respectively, while the high-
est cellulolytic activities were obtained with Cellulosoft and 
NS-22086 (approx. 70 and 60 U/mL, respectively). The latter 
was characterized by higher xylanase activity (approx. 210 U/
mL) than the other four preparations. With the exception of 
Cellulosoft, the preparations also exhibited the activity for 
invertase. All of the preparations contained reducing sugars, 
including glucose. This was considered when calculating the 
yield of sugar beet pulp enzymatic saccharification.
The differences in the activities of the enzymes for de-
grading the principal sugar beet pulp components were re-
flected by the different yields of total reducing sugars and 
glucose that were released from the sugar beet pulp over 24 
h of hydrolysis at 50 °C (Table 2).
According to the literature, cellulose degradation is more 
efficient when both pectinases and cellulases are used. Mi-
card et al. (21) reported that the degree of hydrolysis could 
be increased significantly by applying pectinolytic mixture 
SP 584, followed by cellulosic Celluclast. Therefore, because 
of the relatively large amounts of insoluble residues that re-
mained after sugar beet pulp hydrolysis using a single en-
zyme preparation (at least 40 % of dry mass of Viscozyme and 
NS-22119), in our study mixtures of Viscozyme and either Ul-
traflo Max or Cellulosoft were also tested. The highest yields 
on dry mass basis of total reducing sugars (approx. 18.9 %) 
and glucose (approx. 8.6 %) and the lowest mass fractions 
of insoluble residues (less than 35 %) were obtained using a 
mixture (1:1) of Viscozyme and Ultraflo Max (Table 2). The re-
lationship between the dose of this mixture and the results 
of sugar beet pulp hydrolysis was therefore further investi-
gated (Table 3). When 0.1 mL of enzyme mixture was added 
per each gram of dry mass, this led to liquefaction of 88.9 % 
of the sugar beet pup. A three times lower dose gave slightly 
worse results (85.6 % liquefaction), whereas a six times lower 
dose liquefied only 65.1 % of the dry biomass.
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Separate hydrolysis and fermentation
The main components of sugar beet pulp biomass are 
cellulose, hemicellulose and pectin. Generally, treatment of 
this substrate using a mixture of cellulase and pectinase im-
proves saccharification efficiency compared to the treatment 
with cellulase alone (22). The sugar profiles of sugar beet pulp 
hydrolysates obtained after 24 h using a mixture of Viscozyme 
and Ultraflo Max in six different doses (0.1, 0.03, 0.017, 0.012, 
0.008 and 0.003 mL per 1 g of sugar beet pulp) are shown 
in Table 4. For enzyme doses of 0.1 mL/g the following con-
centrations of tested carbohydrates were determined (in g/L): 
raffinose approx. 22, arabinose and galactose approx. 12 and 
14 respectively, glucose approx. 11, fructose approx. 6, xylose 
approx. 1, mannose approx. 1 and galacturonic acid approx. 
1.5. A one-third reduction of the enzyme doses resulted in a 
50 % decrease in glucose content and a 20–30 % decrease of 
fructose, mannose, arabinose, galactose and raffinose. Further 
lowering of the Viscozyme and Ultraflo Max loads caused a 
decrease in hydrolysis efficiency. The most significant reduc-
tions were observed of raffinose, galactose, arabinose and 
glucose. Glucose is released mainly from cellulose, while the 
hemicelluloses and pectin in sugar beet pulp provide sources 
for arabinose and galactose. Xylose and mannose are compo-
nents of sugar beet pulp hemicelluloses, while galacturonic 
acid is a building block of pectin (25). Pectinolytic activity has 
the main effect on galactose release. Likewise, the addition of 
Table 1. Activities of tested enzymes evaluated via degradation of cellulose, pectin, xylan and 
sucrose at 50 °C and pH=5.0
Enzyme
Activity/(U/mL)
Viscozyme® Ultraflo® Max Cellulosoft Ultra L NS-22086 NS-22119
Cellulase 13.9±1.1 27.8±3.1 72.3±8.2 62.1±5.9 10.8±1.2
Xylanase 25.1±2.3 127.4±11.8 46.7±4.1 214.2±24.5 17.7±2.0
Pectinase 412.2±39.4 24.2±2.6 11.6±1.3 135.4±12.8 353.8±30.4
Invertase 84.5±7.9 2.1±0.3 0.4±0.1 0.9±0.1 92.5±9.1
Results are presented as mean value±standard deviation
Table 2. Efficiency on dry mass basis of sugar beet pulp hydrolysis by enzyme preparations in the 
first step in the SHF mode
Enzyme preparation
w/%
Reducing sugars Glucose Insoluble residue
Cellulosoft Ultra L 2.5 1.1 77.9
NS-22086 1.0 0.7 90.1
NS-22119 11.9 3.5 43.2
Ultraflo Max® 0.9 0.8 88.1
Viscozyme® 16.8 4.2 40.3
Viscozyme®+Cellulosoft (1:1) 19.0 5.4 34.8
Viscozyme®+Ultraflo Max® (1:1) 18.9 8.6 35.2
V(enzyme)=0.1 mL, m(SBP)/V(solution)=10 %, SHF=separate hydrolysis and fermentation
Table 3. Effect of Viscozyme® and Ultraflo® Max doses on the efficiency of sugar beet pulp liquefac-






m/g w/% m/g w/% w/% 
0.2 12.6 38.5 6.5 21.2 10.6
0.1 10.8 37.4 5.6 17.9 12.5
0.03 8.4 27.3 4.1 14.1 15.3
0.017 5.7 19.1 2.5 9.2 32.3
0.008 4.9 15.8 2.1 7.2 36.5
0.003 2.4 7.8 1.1 3.4 61.3
0.001 1.6 4.8 0.5 2.2 67.7
0.00075 0.8 2.8 0.3 1.3 75.4
0.0005 0.4 1.4 0.2 0.5 83.1
*Expressed per 1 g of sugar beet pulp dry mass. Each reaction mixture contained 30.0 g of sugar 
beet pulp dry mass corresponding to a substrate mass per volume ratio of 10 %. SHF=separate 
hydrolysis and fermentation
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a preparation containing pectin results in degradation of cel-
lulose and increases the amount of arabinose released from 
hemicelluloses (25).
Pectinase was therefore used as a sugar feedstock for lac-
tic acid fermentation conducted with selected LAB strains. The 
efficiency of the process is presented in Fig. 1. The strains pro-
duced 12–14 g/L of lactic acid.
catabolite repression. This regulation effect occurs when the 
cells are exposed to more than one carbon source. Catabo-
lite repression is usually related to glucose, which is utilized 
preferentially (28-30). 
During hydrolysis, the release of sugars may be halted 
due to feedback inhibition, which requires more enzyme 
loads (19). Therefore, we considered the SSF mode with low-
er enzyme doses. In this process, enzymes work with ferment-
ing microorganisms to convert the released components into 
bioproducts (31). Regarding the activities of enzymes correlat-
ed with carbohydrate catabolism, α-mannosidase and α-fuco-
sidase were not detected, while α- and β-galactosidase, α- and 
β-glucosidase and β-glucuronidase activities were found in all 
tested strains. On the other hand, four strains showed high-
er galactosidase and glucosidase activities than β-glucuroni-
dase activity, which could broaden the potential use of the 
tested LAB strains as lactic acid producers from plant materi-
al rich in polymeric components. The obtained data confirm 
the results of Iorizzo et al. (32) for these enzyme activities in 
LAB of plant origin. 
The following amounts on dry mass basis of Viscozyme 
and Ultraflo Max were used in our experiments: 0.03, 0.017, 
0.012, 0.008 and 0.003 mL/g. The efficiency of the process was 
measured in terms of the mass of liquid released from the hy-
drolyzed biomass suspension (33) (Table 6). The efficiency of 
hydrolysis depended on the dose of the enzyme mixture. Sat-
isfactory results were achieved with a dosage of 0.03 mL/g of 
the tested enzymes. Further reducing the enzyme load low-
ered the efficiency of hydrolysis as follows: 10–15 % for pro-
cesses conducted with enzyme doses of 0.017 and 0.012 mL/g 
and 30–50 % with enzyme doses of 0.008 and 0.003 mL/g.
Despite decreases in the level of biomass liquefaction at 
lower enzyme doses, the productivity of lactic acid fermen-
tation remained at similar levels with the two tested strains. 
The amount of lactic acid biosynthesized in SSF was double 
(approx. 30 g/L) that produced during SHF (Fig. 2).
A significant reduction in sugar release rates (especial-
ly with 10-fold smaller doses: 0.003 mL/g) did not radically 
compromise lactic acid productivity. A concentration of 15 g 
of product per L of the fermentation medium was measured 
Table 4. The composition on dry mass basis of the sugar beet pulp hydrolysates after hydrolysis conducted with different enzyme doses
(V(enzyme)/m(substrate))/(mL/g)
0.1 0.03 0.017 0.012 0.008 0.003
Carbohydrate γ/(g/L)
Glucose 10.2±1.05 4.5±0.36 2.6±0.19 2.2±0.19 1.1±0.12 0.5±0.06
Fructose 5.7±0.62 4.5±0.52 3.8±0.33 3.5±0.31 0.1±0.02 0.0±0.00
Mannose 1.1±0.21 0.7±0.06 0.5±0.04 0.2±0.01 0.1±0.01 0.1±0.01
Arabinose 11.9±1.42 9.8±0.82 8.8±0.52 5.5±0.63 4.6±0.44 2.8±0.42
Galactose 14.5±1.22 10.5±1.00 10.2±1.27 5.5±0.33 2.5±0.22 2.6±0.23
Raffinose 22.1±1.78 15.2±1.68 14.3±1.44 8.1±0.78 0.8±0.08 0.7±0.08
Rhamnose 0.5±0.06 0.5±0.06 0.5±0.07 0.4±0.06 0.4±0.06 0.4±0.05
Xylose 1.0±0.09 1.0±0.08 1.0±0.09 0.9±0.07 0.8±0.07 0.8±0.07
Galacturonic acid 1.5±0.17 1.3±0.14 1.2±0.15 0.8±0.07 0.7±0.07 0.5±0.07



















Fig. 1. Efficiency of lactic acid fermentation (g/L) in the separate hy-
drolyses and fermentation (SHF) system (by 0.1 mL of enzymes per g 
of sugar beet pulp dry mass) with Lactococcus lactis PCM 2379, Lac-
tobacillus acidophilus PCM 2510, Lactobacillus delbrueckii PCM 490, 
Lactobacillus plantarum R and Lactobacillus plantarum HII
In SHF, lignocelluloses are hydrolyzed to monomers and 
then fermented. The major advantage of this solution is that 
it is possible to carry out the depolymerization and biological 
utilization of carbohydrates under conditions optimal for each 
process (26,27). Analysis of the sugar profiles of the residues of 
fermentation media showed that only a portion of the solu-
ble sugars released by the enzymes from the sugar beet pulp 
was assimilated by the applied strains of LAB in SHF process-
es (Table 5). However, the sugar utilization profiles and acidifi-
cation dynamics were found to be strain-dependent (5). In all 
cases, the pools of glucose, fructose and mannose were me-
tabolized almost completely, whereas galactose, arabinose, 
xylose and raffinose concentrations were stable or increased. 
The higher content of non-utilized carbohydrates after fer-
mentation confirms the progress of sugar beet pulp hydrol-
ysis. In the presence of organic acids, due to the lower pH, 
pectin degradation occurred (28). Pectin derivatives were not 
metabolized by the tested strains, which may be explained by 
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with the lowest load of enzyme mixture; the same as in the 
case of SHF processes.
Analysis of the carbohydrate profiles of media obtained 
after SSF with low enzyme loads (Table 7) revealed reduc-
tions in the efficiency with which unfermented sugars were 
released. Total utilization was observed with glucose, fructose 
and mannose. The entire pool of these released saccharides 
cannot be determined, because they were metabolized im-
mediately, preventing feedback inhibition. It can be conclud-
ed that under such conditions, in SSF mode, no inhibition of 
celleulases (present in both formulations) occurred. Low levels 
of glucose also reduce the risk of carbon catabolic repression, 
which may enable the use of saccharides such as arabinose 
and galactose (33). According to Ishola et al. (31), lowering 
the glucose content in the fermentation medium improves 
xylose uptake, thereby facilitating simultaneous sugar utili-
zation. Öhgren et al. (1) also report the reduction of glucose 
inhibition during enzymatic hydrolysis and the detoxifying 
effect of SSF. These authors conclude that SSF is a superior 
process configuration to SHF.
The use of more than one carbon source may explain the 
relatively high efficiency of the fermentation processes. Re-
search into lactic acid production using renewable materi-
als as the carbon source has been conducted by several au-
thors (15,19,34-36). The product yields of lactic acid reported 
in these studies range from 2.3–166 g/L. Substrates such as 
rice and wheat bran, wheat straw, cassava bagasse, molas-
ses and wood hydrolysate showed the highest productivi-
ties, while the lowest amounts of lactic acid were produced 
from hydrolyzed xylan and wheat straw hemicellulose. Simi-
lar results to those in our study have been reported by Cui et 
al. (35), Tanaka et al. (37) and Yáñez et al. (38), who ferment-
ed corn stover, defatted rice bran and pretreated cardboard 
Table 5. Carbohydrate profiles in sugar beet pulp hydrolysates after fermentation by LAB in SHF mode
LAB strain
γ/(g/L)
Glucose Fructose Mannose Arabinose Galactose Rhamnose Raffinose Xylose Galacturonic acid
L. lactis PCM 2379 1.1±1.0 0.13±0.03 0.0±0.0 15.46±0.06 18.1±1.2 1.7±0.1 21.0±2.3 2.4±0.2 2.0±0.2
Lb. acidophilus PCM 2510 2.2±0.2 0.39±0.03 0.0±0.0 13.6±0.3 17.9±0.7 2.2±0.4 19.9±0.4 2.58±0.05 2.3±0.5
Lb. delbrueckii PCM 490 1.7±0.3 0.22±0.04 0.0±0.0 12.6±0.4 13.3±1.3 2.5±0.3 17.4±0.6 2.82±0.06 2.0±0.4
Lb. plantarum R 1.5±0.4 0.23±0.05 0.01±0.00 14.0±0.7 16.2±1.3 2.0±0.2 20.6±0.4 2.4±0.1 2.4±0.5
Lb. plantarum HII 2.0±0.2 0.02±0.00 0.0±0.0 16.0±0.6 14.7±1.1 2.0±0.4 20.8±1.5 2.5±0.1 2.3±0.5
Results are presented as mean value±standard deviation, LAB=lactic acid bacteria, SHF=separate hydrolysis and fermentation 
Table 6. Efficiency on dry mass basis of sugar beet pulp hydrolysis measured as the amount of liquid fraction obtained in SSF process
LAB strain
(V(enzyme)/m(substrate))/(mL/g)
0.03 0.017 0.012 0.008 0.003
m(hydrolysate)/g
L. lactis PCM 2379 45.5±0.6 36.8±0.4 33.1±1.5 28.6±1.4 22.5±1.5
Lb. acidophilus PCM 2510 44.3±0.7 39.5±0.4 35.1±0.4 25.6±0.6 24.4±1.8
Lb. plantarum HII 46.2±1.0 32.4±0.6 32.4±1.6 31.4±0.6 27.7±2.5
Lb. delbrueckii PCM 490 44.6±0.3 43.7±0.4 31.7±1.3 28.5±1.3 18.5±1.2
Lb. plantarum R 44.8±1.2 39.6±1.2 33.8±0.7 25.4±1.0 25.7±0.8






























































Fig. 2. Productivity of lactic acid (g/L) in the simultaneous sacchari-
fication and fermentation (SSF) processes conducted with different 
enzyme loads using: a) Lactococcuss lactis PCM 2379, b) Lactobacillus 
acidophilus PCM 2510, c) Lactobacillus delbrueckii PCM 490, d) Lacto-
bacillus plantarum R, and e) Lactobacillus plantarum HII
J. BERLOWSKA et al.: Enzymatic Conversion of Sugar Beet Pulp
April-June 2018 | Vol. 56 | No. 2 194
using Lb. rhamnosus and Lb. brevis, Lb. delbrueckii IFO 3202 and 
Lb. coryniformis ATCC 25600, respectively (15).
The risk of microbial contamination is much lower in SSF 
than in SHF and fewer vessels are used, resulting in lower 
costs. The difference between the optimum conditions for 
enzymatic hydrolysis and those for fermentation could cause 
problems (39). However, a comparison of SHF and SSF con-
ducted by Rana et al. (40) showed that SSF was more efficient 
than SHF, despite using a lower reaction temperature, which 
is suboptimal for enzyme hydrolysis. The lower temperatures 
and shorter operating time required for SSF processes result 
in energy savings, which is a significant advantage of the sys-
tem (16,41,42). However, some disadvantages may occur dur-
ing scale-up. The separate hydrolysis of sugar beet pulp was 
successfully implemented in a 3 m3 stirred reactor at a sug-
ar factory in Dobrzelin (7,43), but with smaller enzyme dos-
es such parameters as the presence of a dispersed gas phase 
and turbulent flow may be more significant for the efficiency 
of the process. 
CONCLUSION
Two variants of laboratory scale enzymatic hydrolysis and 
fermentation of sugar beet pulp were studied: simultaneous 
saccharification and fermentation (SSF) and separate hydrol-
ysis and fermentation (SHF). However, previous comparative 
studies of these two modes focused on ethanol fermentation 
processes. The present study suggests that there may be some 
analogies with lactic acid fermentation. The results indicate 
that SSF has advantages over SHF due to the lower enzyme 
loads required and the higher concentrations of produced 
lactic acid. Using 50 % lower enzyme doses, SSF produced 
80–90 % more lactic acid than the SHF process. The initial con-
ditions of the process appear to have been more important 
when bacterial strains were used for lactic acid fermentation 
than yeast. In particular, the efficiency of prehydrolysis (with 
different enzyme doses) gave varying of fermentable sugars, 
and was the deciding parameter for fermentation yield. 
ACKNOWLEDGEMENTS
This work was supported by the National Centre for 
Research and Development, Poland under projects PBS1/
B8/3/2012 and BIOSTRATEG2/296369/5/NCBR/2016.
REFERENCES
 1. Öhgren K, Bura R, Lesnicki G, Saddler J, Zacchi G. A com-
parison between simultaneous saccharification and fer-
mentation and separate hydrolysis and fermentation 
using steam-pretreated corn stover. Process Biochem. 
2007;42:834–9.
https://doi.org/10.1016/j.procbio.2007.02.003
 2. Ziemiński K, Romanowska I, Kowalska-Wentel M, Cyran M. 
Effects of hydrothermal pretreatment of sugar beet pulp for 
methane production. Bioresour Technol. 2014;166:187–93.
https://doi.org/10.1016/j.biortech.2014.05.021
 3. Hamley-Bennett C, Lye GJ, Leak DJ. Selective fractionation 
of sugar beet pulp for release of fermentation and chemi-
cal feedstocks; optimisation of thermo-chemical pre-treat-
ment. Bioresour Technol. 2016;209:259–64.
https://doi.org/10.1016/j.biortech.2016.02.131
 4. Sivapragasam N, Thavarajah P, Ohm JB, Thavarajah D. En-
zyme resistant carbohydrate based micro-scale materials 
from sugar beet (Beta vulgaris L.) pulp for food and phar-
maceutical applications. Bioact Carbohydr Dietary Fibre. 
2014;3:115–21.
https://doi.org/10.1016/j.bcdf.2014.03.004






Glucose Fructose Mannose Arabinose Galactose Rhamnose Raffinose Xylose Galacturonic acid
L. lactis 
PCM 2379
0.03 0.0±0.0 0.0±0.0 0.0±0.0 15.2±0.9 16.0±1.2 0.52±0.07 13.1±0.8 3.6±0.5 14.9±0.3
0.017 0.0±0.0 0.0±0.0 0.0±0.0 4.9±0.3 5.4±0.5 0.39±0.05 4.7±0.2 2.11±0.07 12.2±0.2
0.012 0.0±0.0 0.0±0.0 0.0±0.0 1.6±0.5 1.9±0.9 0.5±0.2 1.2±0.2 1.4±0.1 11.3±0.6
Lb. acidophilus 
PCM 2510
0.03 0.0±0.0 0.0±0.0 0.0±0.0 13.9±1.3 14.2±1.4 1.29±0.06 15.4±1.1 1.96±0.05 14.1±1.0
0.017 0.0±0.0 0.0±0.0 0.0±0.0 5.5±0.4 5.5±0.6 0.83±0.03 6.1±0.8 1.7±0.4 13.2±0.4
0.012 0.0±0.0 0.0±0.0 0.0±0.0 2.0±0.4 1.6±0.5 0.69±0.03 0.58±0.08 1.11±0.09 11.1±0.3
Lb. delbrueckii 
PCM 490
0.03 0.0±0.0 0.0±0.0 0.0±0.0 12.8±0.8 15.0±0.5 1.51±0.09 15.2±1.6 2.8±0.2 14.8±1.0
0.017 0.0±0.0 0.0±0.0 0.0±0.0 5.2±0.3 5.0±0.2 1.1±0.2 5.5±0.9 1.4±0.4 11.1±0.9
0.012 0.0±0.0 0.0±0.0 0.0±0.0 3.1±0.9 2.4±0.6 0.87±0.03 2.7±0.9 1.09±0.09 9.0±0.9
Lb. plantarum 
R
0.03 0.0±0.0 0.0±0.0 0.0±0.0 9.9±0.8 11.5±1.8 0.6±0.2 6.2±0.6 2.1±0.7 15.1±0.8
0.017 0.0±0.0 0.0±0.0 0.0±0.0 4.8±0.6 5.7±0.3 0.58±0.15 3.0±0.5 1.6±0.5 14.0±1.1
0.012 0.0±0.0 0.0±0.0 0.0±0.0 3.4±0.5 3.0±0.4 0.46±0.06 2.0±0.3 1.3±0.2 10.5±0.3
Lb. plantarum 
HII
0.03 0.0±0.0 0.0±0.0 0.0±0.0 8.9±0.6 6.3±0.8 1.4±0.2 15.8±1.0 2.6±0.3 14.4±0.7
0.017 0.0±0.0 0.0±0.0 0.0±0.0 6.4±0.5 0.9±0.1 1.4±0.2 9.3±0.2 2.2±0.7 11.6±0.9
0.012 0.0±0.0 0.0±0.0 0.0±0.0 0.7±0.1 0.3±0.1 0.81±0.07 0.35±0.06 1.5±0.3 8.8±0.2
Results are presented as mean value±standard deviation, LAB=lactic acid bacteria, SSF=simultaneous saccharification and fermentation
Food Technol. Biotechnol. 56 (2) 188-196 (2018)
195April-June 2018 | Vol. 56 | No. 2 
 5. Berłowska J, Binczarski M, Dudkiewicz M, Kalinowska H, 
Witonska IA, Stanishevsky AV. A low-cost method for ob-
taining high-value bio-based propylene glycol from sugar 
beet pulp. RSC Adv. 2015;5:2299–304.
https://doi.org/10.1039/C4RA12839G
 6. Patelski P, Berłowska J, Dziugan P, Pielech-Przybylska K, Bal-
cerek M, Dziekonska U, Kalinowska H. Utilization of sugar 
beet bagasse for the biosynthesis of yeast SCP. J Food Eng. 
2015;167:32-7.
https://doi.org/10.1016/j.jfoodeng.2015.03.031
 7. Binczarski M, Berłowska J, Stanishevsky A, Witonska I. Bio-
logically synthesized crude calcium lactate as a substrate for 
propylene glycol production. RSC Adv. 2016;6(95):92420-7.
https://doi.org/10.1039/C6RA20722G
 8. Berłowska J, Cieciura W, Borowski S, Dudkiewicz M, 
Binczarski M, Witonska I, et al.  Simultaneous saccharifica-
tion and fermentation of sugar beet pulp with mixed bacte-
rial cultures for lactic acid and propylene glycol production. 
Molecules. 2016;21(10):1380.
https://doi.org/10.3390/molecules21101380
 9. Hu J, Lin Y, Zhang Z, Xiang T, Mei Y, Zhao S, et al. High-titer lac-
tic acid production by Lactobacillus pentosus FL0421 from 
corn stover using fed-batch simultaneous saccharification 
and fermentation. Bioresour Technol. 2016;214:74–80.
https://doi.org/10.1016/j.biortech.2016.04.034
10. Sasaki C, Kushiki Y, Asada N, Nakamura Y. Acetone–bu-
tanol–ethanol production by separate hydrolysis and fer-
mentation (SHF) and simultaneous saccharification and 
fermentation (SSF) methods using a corns and wood chips 
of Quercus acutissima as a carbon source. Ind Crops Prod. 
2014;16:286–92.
https://doi.org/10.1016/j.indcrop.2014.08.049
11. Ask M, Olofsson K, Di Felice T, Ruohonen L, Penttilä M, 
Lidén G, Olsson L. Challenges in enzymatic hydrolysis 
and fermentation of pretreated Arundo donax revealed 
by a comparison between SHF and SSF. Process Biochem. 
2012;47(10):1452-9. 
https://doi.org/10.1016/j.procbio.2012.05.016
12. Olofsson K, Bertilsson M, Lidén G. A short review on SSF – 
An interesting process option for ethanol production from 
lignocellulossic feedstocks. Biotechnol Biofuels 2008;1-7.
https://doi.org/10.1186/1754-6834-1-7
13. Alvira P,  Tomás-Pejó E, Ballesteros M,  Negro MJ. Pretreat-
ment technologies for an efficient bioethanol production 
process based on enzymatic hydrolysis: A review. Bioresour 
Technol. 2010;101:4851–61.
https://doi.org/10.1016/j.biortech.2009.11.093
14. Stenberg K, Galbe M, Zacchi G. The influence of lactic acid 
formation on the simultaneous saccharification and fer-
mentation (SSF) of softwood to ethanol. Enzyme Microb 
Technol. 2000;26:71–9.
https://doi.org/10.1016/S0141-0229(99)00127-1
15. Abdel-Rahman MA, Tashiro Y, Sonomoto K. Lactic acid pro-
duction from lignocellulose-derived sugars using lactic acid 
bacteria: Overview and limits. J Biotechnol.  2011;156:286– 
301.
https://doi.org/10.1016/j.jbiotec.2011.06.017
16. Dahnum D, Tasum SO, Triwahyuni E, Nurdin M, Abimanyu 
H. Comparison of SHF and SSF processes using enzyme and 
dry yeast for optimization of bioethanol production from 
empty fruit bunch. Energy Procedia. 2015;68:107-16.
https://doi.org/10.1016/j.egypro.2015.03.238
17. Miller GL. Use of dinitrosalicylic acid reagent for determina-
tion of reducing sugar. Anal Chem. 1959;31:426-8.
https://doi.org/10.1021/ac60147a030
18. May RA, Stevenson KJ. Software review of Origin 8. J Am 
Chem Soc. 2009;131(2):872.
https://doi.org/10.1021/ja809638x
19. Wang Y, Tashiro Y, Sonomoto K. Fermentative production of 
lactic acid from renewable materials: Recent achievements, 
prospects, and limits. J Biosci Bioeng. 2015;119:10-8.
https://doi.org/10.1016/j.jbiosc.2014.06.003
20. Micard V, Renard CMGC, Thibault JF. Enzymatic saccha-
rification of sugar beet pulp. Enzyme Microb Technol. 
1996;19:162–70.
https://doi.org/10.1016/0141-0229(95)00224-3
21. Micard V, Renard CMGC, Thibault JF. Influence of pretreat-
ments on enzymic degradation of a cellulose-rich residue 
from sugar-beet pulp. LWT - Food Sci Technol. 1997;30:284–
91. 
https://doi.org/10.1006/fstl.1996.0182
22. Zheng Y, Cheng YS, Chaowei Y, Zhang R, Jenkins BM, Vander 
Gheynst JS. Improving the efficiency of enzyme utilization 
for sugar beet pulp hydrolysis. Bioprocess Biosyst Eng. 
2012;35:1531–9.
https://doi.org/10.1007/s00449-012-0743-z
23. Foster BL, Dale BE, Doran-Peterson JB. Enzymatic hydrolysis 
of ammonia-treated sugar beet pulp. Appl Biochem Bio-
technol. 2001;91:269–82.
https://doi.org/10.1385/ABAB:91-93:1-9:269
24. Ziemiński K, Kowalska-Wentel M. Effect of enzymatic pre-
treatment on anaerobic co-digestion of sugar beet pulp si-
lage and vinasse. Bioresour Technol. 2015;180:274–80. 
https://doi.org/10.1016/j.biortech.2014.12.035
25. Rezić T, Oros D, Marković I, Kracher D, Ludwig R, Šantek B. In-
tegrated hydrolyzation and fermentation of sugar beet pulp 
to bioethanol. J Microbiol Biotechnol. 2013;23(9):1244–52.
https://doi.org/10.4014/jmb.1210.10013 
26. Paschos T, Xiros C, Christakopoulos P. Simultaneous saccha-
rification and fermentation by co-cultures of Fusarium ox-
ysporum and Saccharomyces cerevisiae enhances ethanol 
production from liquefied wheat straw at high solid con-
tent. Ind Crops Prod. 2015;76:793–802.
https://doi.org/10.1016/j.indcrop.2015.07.061
J. BERLOWSKA et al.: Enzymatic Conversion of Sugar Beet Pulp
April-June 2018 | Vol. 56 | No. 2 196
27. Saha BC, Nichols NN, Qureshi N, Cotta MA. Comparison of 
separate hydrolysis and fermentation and simultaneous 
saccharification and fermentation processes for ethanol 
production from wheat straw by recombinant Escherichia 
coli strain FBR5. Appl Microbiol Biotechnol. 2011;92:865–
74.
https://doi.org/10.1007/s00253-011-3600-0
28. Kravtchenko TP, Arnould I, Voragen AGJ, Pilnik W. Improve-
ment of the selective depolymerization of pectic substanc-
es by chemical β-elimination in aqueous solution. Carbohy-
dr Polym. 1992;19:237–42.
https://doi.org/10.1016/0144-8617(92)90075-2
29. Deutscher J. The mechanisms of carbon catabolite repres-
sion in bacteria. Curr Opin Microbiol. 2008;11:87–93. 
https://doi.org/10.1016/j.mib.2008.02.007
30. Ishola MM, Branbdberg T, Taherzadeh MJ. Simultaneous 
glucose and xylose utilization for improved ethanol pro-
duction from lignocellulosic biomass through SSF with en-
capsulated yeast. Biomass Bioenergy. 2015;77:192-9.
https://doi.org/10.1016/j.biombioe.2015.03.021
31. Ishola MM, Ylitervo P, Taherzadeh MJ. Co-utilization of glu-
cose and xylose for enhanced lignocellulosic ethanol pro-
duction with reverse membrane bioreactors. Membranes. 
2015;5(4):844-56.
https://doi.org/10.3390/membranes5040844 
32. Iorizzo M, Lombardi SJ, Macciola V, Testa B, Lustrato G, Lopez 
F, De Leonardis A. Technological potential of Lactobacillus 
strains isolated from fermented green olives: In vitro stud-
ies with emphasis on oleuropein-degrading capability. Sci 
World J. 2016;2016:Article ID 1917592. 
https://doi.org/10.1155/2016/1917592
33. Berłowska J, Pielech-Przybylska K, Balcerek M, Dziekońs-
ka-Kubczak U, Patelski P, Dziugan P, Kręgiel D. Simultaneous 
saccharification and fermentation of sugar beet pulp for ef-
ficient bioethanol production. Biomed Res Int. 2016;2016: 
Article ID 3154929.
https://doi.org/10.1155/2016/3154929
34. Nguyen CM, Choi GJ, Choi YH, Jang KS, Kim JC. D- and L-lac-
tic acid production from fresh sweet potato through simul-
taneous saccharification and fermentation. Biochem Eng J. 
2013;81:40–6.
https://doi.org/10.1016/j.bej.2013.10.003
35. Cui F, Li Y, Wan C. Lactic acid production from corn stover 
using mixed cultures of Lactobacillus rhamnosus and Lac-
tobacillus brevis. Bioresour Technol. 2011;102:1831–6.
https://doi.org/10.1016/j.biortech.2010.09.063
36. Abdel-Rahman MA, Tashiro Y, Sonomoto K. Recent advanc-
es in lactic acid production by microbial fermentation pro-
cesses. Biotechnol Adv. 2013;31:877–902.
https://doi.org/10.1016/j.biotechadv.2013.04.002
37. Tanaka T, Hoshina M, Tanabe S, Sakai K, Ohtsubo S, Tanigu-
chi M. Production of D–lactic acid from defatted rice bran 
by simultaneous saccharification and fermentation. Biore-
sour Technol. 2006;97:211–17.
https://doi.org/10.1016/j.biortech.2005.02.025
38. Yáñez R, Alonso JL, Parajó JC. d-Lactic acid production 
from waste cardboard. J Chem Technol Biotechnol. 
2005;80:76–84.
https://doi.org/10.1002/jctb.1160
39. Liu ZH, Qin L, Zhu JQ, Li BZ, Yuan YJ. Simultaneous saccha-
rification and fermentation of steam-exploded corn stover 
at high glucan loading and high temperature. Biotechnol 
Biofuels. 2014;7:167.
https://doi.org/10.1186/s13068-014-0167-x
40. Rana V, Eckard AD, Ahring BK. Comparison of SHF and SSF of 
wet exploded corn stover and loblolly pine using in-house 
enzymes produced from T. reesei RUT C30 and A. sacchar-
olyticus. SpringerPlus. 2014;3:516.
41. Tomás-Pejó E, Oliva JM, Ballesteros M, Olsson L. Compari-
son of SHF and SSF processes from steam-exploded wheat 
straw for ethanol production by xylose-fermenting and ro-
bust glucose-fermenting Saccharomyces cerevisiae strains. 
Biotechnol Bioeng. 2008;100(6):1122-31.
https://doi.org/10.1186/2193-1801-3-516
42. Alfani F, Gallifuoco A, Saporosi A, Spera A, Cantarella M. 
Comparison of SHF and SSF processes for the bioconver-
sion of steam-exploded wheat straw. J Ind Microbiol Bio-
technol. 2000;25:184-92.
https://doi.org/10.1038/sj.jim.7000054
43. Berłowska J, Pielech-Przybylska K, Balcerek M, Cieciura W, 
Borowski S, Kręgiel D. Integrated bioethanol fermentation/
anaerobic digestion for valorization of sugar beet pulp. En-
ergies. 2017;10:1255.
https://doi.org/10.3390/en10091255
